09/856790 

PCT/JPDO/06847 

q * m « n /? 

PATENT OFFICE 07 1 9 QC 

JAPANESE GOVERNMENT ' ^* W 

tb $g # /§ a 

Date of Application: 1 9 9 9* 3^260 

* SI # 

Application Number: 2 , W|WB * 0 8 4 0 3 5^ 

& 6C A 

Applicant (s): 





aHE## £BIE#*F 1 1-3092957 



11—0840 



mm*] 

[g3i##] MP-969 

[SKJ9ff##] 390037327 
100086689 

002071 

[*!^^*] 21, 000 R 

ftlHft 1 

— mmm — i 

BIB l ' 



1 



11-3092957 



4f ¥ 1 1 — 084035 



[»^«2] fffiB^ (E2) i/Xr>f >&0f'>^r^ >ICMLT, 

>^*£fifgBSSfi (E2) K«fcoT£C5S/*5M >SJ5fc©M;7KiliS£CDH& 
^>f>{c#MW{CM/SLT^b^$:^-rs^$:^-rs^ (El) £ff:J§ 



tfiIiE#¥ 11-3092957 



1 1—08403 



[W#E8] fuiHMt (E 1) o -T"fe^;i/i2U >-'JT-ifT*fe&»* 
^ 6 XI* 7 fB«© >©£*&„ 

[0 0 0 1] 
[0 0 0 2] 

[0 0 0 3] 
[0 0 0 4] 

h9^*:7:£9-^*©ttfl&H^T?&5^Bfcfttflf* ^ >B 1 2 ©^2., 

Jfr!M*/l/©*T?JMir;tf»£**i:, ^^i/^^ftStlTLTl^o. 
[0 0 0 5] 

U-:=.>yK:^MT*&Sfc©*W*>fc3ftTv*S (Boddie?. , Me 
tabolism 4 7 (2) ; 2 0 7-2 1 1 (1998) #Rg) „ 



1 1-3092957 



1 1—084035 



[0 0 0 6] 
[0 0 0 7] 
[0 0 0 8] 

*^S/*7^f LTtt, iHS#?D?1^^7^- (HPLC) 

(Araki^., J. Chromatogr. 4 2 2 ;43-52 (1987 
) , Fiskerstrand^., Clin. Chem. 3_9 (2) ; 2 6 3 
-271 (1993), Andersson^. , Clin. Chem. 39 ( 
8) ;1590-1597 (1993) #M) . 
[0 0 0 9] 

S(Shipchandler^. , Clin. Chem. 41(7);991- 
9 9 4 (1 9 9 5) #JR0 „ 
[0 0 1 0] 

[0 0 11] 



ffilE^ 5 ? 1 1-3092957 



11-08403 



[0 0 12] 
[0 0 13] 

[Ml & m^k-r z> #> ©#M£] 

mzmirzBm (E2) (i) zmfe-t&j: 

s^, b) SEtts*©^^^^ >a*©i«fl;*jR* (2) tmfe't&iMt.&m 

U S&SBSftfl;*** (1) ^&«fffi«ft*** (2) €r^L/5lv%fc*ft***^ 

P> * ^ */ X t- >f > £ 5£ * f 5 r i: £ £. "* Z> . 
[0 0 14] 

i-.fcfc'fc, ^JM!©*^^*^ >tf>5£*Sste, a&e>^D«)J:«B»* (E 2) 

>£*^S/X5M>£l§?^£i*^tC_hfaMi (E2) ?:fe5^ffTt*#ffl$-t 
, 3&£-r*>*ffc*** (1) ZWfeS-Z* *tc, »IJfe#»fe*tt»*OS'^r'f 
J:IS£«fcffi^T$/:*^>f >ft#©«Hfc*** (2) *ti 

[0 0 15] 



ffigE^^P 11-3092957 



11—084035 



[0 0 16] 

*^^fCi:tlff, ±mmm (El), (E2) SrffiV^^lCJ:*;, 
[0 0 1 7] 

[$&iB©iy£<z>0jg] 

*^wicfcv>x, ^^ei/^-^-r xD&mzm^bti&mm (E2> ^lti*, 
-f >K*f-r&«gg#3&<, ^o^-r^j;^tc, **-A,{t&to&&T* um%. 

[0 0 18] 
[0 0 19] 
[0 0 2 0] 

[0 0 2 1] 



1 1-3092957 



#3* 1 1-08403 



(^AH Ozakif.,J. Biochem. 9J_ ; 116 3-11 
71 (1982). Yamagata. , J. Biochem. 9 6 ; 1 5 1 1 
— 1523(1984), Brzywczy^. , Acta. Biochimic 
a. Polonica. 40 (3) ; 4 2 1 -4 2 8 (1993)) ^frbteftl 

[0 0 2 2] 

-fey y-V y— t? rGCSj ) &ttffltT%J:V\ a.— ^■*«c* 

[0 0 2 3] 

< o - y -fe^/bsfc*E"fe y > - y y-^©a-fb^tttt3tt> 

mR&**-frit&toW&* s ei/*T4y "L-^^-yh 

^y^j y B 

^ -x- >f > £ it /3 £ b T ^Tfcfa -r & o 

3)^i: 18 0, ooo (>F;b®i®ig0 

4 ) p H : 8 . 5 ~ 9 . 0 

5) Km: 0. 9mM ( L - sft X -f >) 
[0 0 2 4] 

tf#K:ffciRBtt&<, -i/YJ Y^-yyy*-n> y*^4 yv y— t? 

o -y^;i/iz y >- y y-if&£##tf e>ns#. _tsz£bk<fce>ic, 5^^- 



ffi!E#¥ 1 1-3092957 



i 1-084035 

[0 0 2 5] 
[0 0 2 6] 

^fi^ (Mx. , Burnell^. , Biochim. Biophys. Act 
a 481 ; 24 6-2 6 5 (1977), N a g a s a w^. , Method 
s Enzymol 143 ; 4 74-4 7 8 (1 9 8 7) , Drouxf. , 
Arch. Biochem. Biophys. 2 9 5 (2) ; 379 — 390 ( 
1992), Yamaguchi^. , Biochim. Biophys. Ac 
ta 1251; 91 - 98 (199 5)) ^«fc *J ^0^T*#-5 d £ tfT'g 

So 

[0 0 2 7] 
[0 0 2 8] 

2) gjg#IM£: L-$/*5M >ic^M^icf^M-rs 0 

3 ) : 6 3 , 0 0 0 (>F ;i/^i®80 

4 ) MSI pH:9. 0~1 1. 0 

5) Km: 0. 2 7 mM ( L - >) 
*^^tCfeVNT, JlfB^fPt (El) , (E2) (DmtD&it. ^©^^i/^ 



7 



ffi|E#¥ 1 1-3092957 



# ¥ 1 1—08403 



[0 0 2 9] 

4#ic. ift^s/^-r-f ><D5£4ic;i3v^&, >ic5tf-t 

>^»«c#^icii^^^#i:-r€>^i:*w^ lv*. 3ti»> mm (El) © 

[0 0 3 0] 

TV^., #|gl$!&C33^T_hiB^ii (El) , (E2) l£, 7'J-*»ti©* 
[0 0 3 1] 

MJSffllS £ & & =fo © T* & *Ui#lc$m&i < gift T* £ £ „ 

[0 0 3 2] 

(D&^ctfK 5>^^-r ^^t^^^^x^^f _tia^ (E2) *ftmt$-& 
©umtpiz-stLti&is^'fy'S&z. &ta<Djimx&*ftm<Di/XTjyfeM 

mt££iz&v&8>. ±mizmfr zmMLx. mt*mm (2) tn„ 
®±iHfiSfi:7K^4 (1) (2) fc^baiv^fccoiiiiga^m*^ 



ffiSE4t¥ 11-3092957 



1 1 — 084035 



&W- L X Rtf * (o * ^ */ X t << > * £ ^ is?) 5 „ 
[0 0 3 3] 

±iB#&^£ tf±^bfe2gi©ii (El), (E2) 

[0 0 3 4] 

<D&e>^C*?>, 2/^^-f>jc, JiiE^ifi (El) &^fflS-&fei:*K:»*'rstt 

4t*mm t * -7- >r > <z>5g & & # * t *s < . 

[0 0 3 5] 

m iz m m -r z> mit m 4 * > * m * -t s x& x & o x * £ v n „ 

[0 0 3 6] 

^{litlT, 2, 2' -i?lf'J^^;i/77^K (Svens 
on. , Anal. Biochem. 107; 51-55 (19 80)) h 

^©aft&Wjgi-S^tt (Mousavi^. , Bull. Chem. Soc 
. Jpn. 6_5; 2770-2772(1992), Gokmen^. , Anal 



aj§E4#¥ 11-3092957 



1 1—08403 



y s t 119 ; 703-708 (1994) ) ^^~Mt^% 

[0 0 3 7] 

ZL tl IZ P8 j£ £ 4X £ =b CO T? ftt V > . 
[0 0 3 8] 

MMMT'it. afc^^-x-'f >©3&KKJav**fiMR (E2) iibt, 

Wo-ytfM^t'j^-'jy-f (iSSife tgcsj , =l-^%w^ 
jcm^sw* (ei) tut, d-m^t'J^-'Jr-i? (*# i/> v^fi 

[0 0 3 9] 

o -y-fe^lz-fe U >- U y-i£te, lllPf©^ (Biochim. Biop 
hys. Acta 1 2 5 1 ; 9 1 -9 8 (1 9 9 5)) iC^^TlggiLfco 
[0 0 4 0] 

[0 04 1] 

l 

2 0mM2-^^^fx3!;-;i/Ml OmMDL-* : E^f'f> (T;i/ 
K U V^tfc«) Z&m-fZ 1 0 0 mM h y * • &lfeffflrtf[ ( P H 8 . 5 ) JC o - 

m.1 JCj^&frTfHP LCICT#*T Ufe. 



1 0 



ffifW*! 2 11-3092957 



11—084035 



[0 0 4 2] 
[3tl] 



*7A 


TSKge 1 Amide-80 




T-fe b—h 7 : 3 




4 Ot 




1 . Oml /ft 




^mmmmm- (rd 



[0 0 4 3] 

^J£tf>iifi : £&tcy^>^3:y#-f A6. 7#©D L-jft^S/^-x- 
[0 0 4 4] 

£i*fc 0 o -riz^;i/*^izy >-y7-if£i!^©ft^£^i-££#>t 

*U >-U 7-i?K&x.T8sillU ^©^#T*^lS$-&> HPLCfM^ 
[0 0 4 5] 

[0 0 4 6] 

1 2 0>*£I|IIC;}3V^, o - T-fe^;i/^^-fe y >- y r-if £D L - 



1 1 



ffilE#¥ 11-3092957 



1 1—08403 



y -fe^/i/afc^u u >- u y — fefcD^ffltt, Tfa^b^ i smtf^ 2 ic^Tit*; 

[0 0 4 7] 

ut 1 ] 




[0 0 4 8] 



[ft 2] 



— ^ 



[0 0 4 9] 

3 

2 0 0mM*')iigSt (pHl 1. 0) 0. 2 5 m 11C, 2 0 0 mM 2 - ;* 
J 0. 0 2 5mlM, §f)Cl OmM0L-i/Xf-f > ( 
S/^V*t^) i§?£Xtel OmM0DL-* : E^f'f>l:O. 0 5ml#Dx.fc$: 
. 5jf§SbK&0. 1 2 5mlSsiD£-&?^fn^ 3 7TCT5^ra*nML/fco ^(D^IC 
, 3f*$gbfco-y-fe^;i/-feU >-'JT-S**« (j*^ l/> V?fiJ5fc, 6U/m 
1) £0. 05mlM> 3 7rT* 1 0^fSM^$-ti:fe^> 3%NaOHJDt$:0 
. 1 m lT~r6"mMNrN~9Xf7V - p - 7 xT— izy^ T ^T^n»Mfc**?ll["0- 



. 3 2 5mlWl0mMM^ 0 . 0 7 5 m 1 Zmtk&M U 

IIt*15Mm 6 7 0nm©m?:ISlfc„ *<D&m, L-5/X5M 
>^&DB£tf)©}fc,g# 1 . 0 1 (OD) 1Z-Dfc<DlZMVT. DL-t^^f'f^ 

^*n^F©i®^«o (od) -efeofco iot, o -yiz^;i/-fe u >- v y-if 



1 2 



ffilE^ 5 ? 11-3092957 



1 1—084035 



[0 0 5 0] 

2 0mM^W^^> (*£fc/Stt») Ml0mML-i/W> ( 
^Vtfc§g) 0 0mM*?ifcjg«?£ (pHl 1. 0) tCo-T-fe^ 

[0 0 5 1] 
[0 0 5 2] 

[0 0 5 3] 



1 3 



ffi§E#¥ 1 1-3092957 



Sft^ 11—08403 



[0 0 54] 

Ut 3 ] 

[0 0 5 5] 

mmm i 

2 0 0mMhnSiiiH (PH8. 5)0. 2 5ml IC, 10mM2-* 
^^hx^f 0. 05ml#n*_, $ *>IC, #S^S(0 — 5 0 fiU)(Dh 

#ntIliK^£##>'S>£:#>K: 3 0 0 /iML-i/^f'fV&O. lml^iUL. 

4i3RfD«, 3 7TCT»5^|ffliDai/fc. -€-©*IC> o-.rtf^tt'J^-'JT 
-if (i$S£r fGCSj., n-^*«c^«:«) BXtf (2 0u/ml) &0. 

0 5mlM^ 3 7tt 1 0#H£j£3ii:JMk 3%NaOH?ji?:0. 1ml, 

1 6 mMN, N-2?^^/l/- P -7x— U>S?T$> • iJSIIiftlftlKO. 3 2 5m 
1 1 0 mMMf^tiitt 0 . 0 7 5ml fcMR&SM ^IST* 15^ 
ifc*^, 6 7 0 nm©lft3fel£&m£bTtt**&ffrftU HlKljSlfe. 

[0 0 5 6] 

micomm (-♦-) L-s/^-r>f v^^T-e©^^^.^ 
»-e, o~ioo^m (L-^^Ei/x^-f *t? *©ig»5S; 

[0 0 5 7] 

^— ®-l-©g£i&§U-.--e^^ 

tfe*»T», o~ioo/iM (l-j^^S/^t-^ >mnc) ^©ta 

[0 0 5 8] 



1 4 



fflfEW 3 ! 2 ' 11-3092957 



1 1 — 084035 



[0 0 5 9] 
£J6«2 

20 0mMh^ii«iX (PH8. 5) 0. 25ml|C < 10mM2-* 
)ViJ^b^H J-JV^O. 05mlM, $f.lC#liS (0-4 00/iM) O 
L->>*^>f> (£/^V*±) j§?££0. lmianx.fc|£ % L-*^2/^^-f>© 
*aDEJKa|8S:#«>Sfe«)K:i 5AML-ah=ES/^>S:0. 05ml»iDU L 

7-f U-f^^tl?) il« (20u/ml) £0. 05mlM, 3 
oaWfifca-Hrfc*, 3%NaOH^0. lml, 1 6 mMN, N- 
^f^-p-7i-l/>m> - MU&SttO. 3 2 5ml &tfl OmMfi 

ft«-»»a»»* o . 0 7 5mi *mimto u sst i 5 e 1 0 n 

[0 0 6 0] 

&2<Z)£|ft (-♦-) ^i/^f>f>##4TT'OL-y^>0ii 
«|T% 0~4 00/ i MJT'il^*»J, -€-©0!»^©^>t$:O£LTft^-r6£: 
, 'H^liO. 2 5 97?&o£:o 
[0 0 6 1] 

[0 0 6 2] 
[0 0 6 3] 



ffisE#¥ 1 1-3092957 



1 1 — 08403 

mix\A3 o o fiMizMvx. mivmrn ( ) (DWKmzmzonW; (-♦ 

/iM (L-*f^f-f>i:bt3 0/iM) &C*fLT. @2©««8 (••-••••)© 

[0 0 6 4] 
[0 0 6 5] 

2 0 OmM^^iiffit (pHll. 0) 0. 2 5ml iZ. 20 0mM2~* 
b:n#/-;i,£0. 0 2 5mlitl^ £ IC^-SigS ( 0 ~ 2 0 0 jttM) 
> (i/m) SMS: 0. 1 mlM%.fc&> WgbKfcO. 075 
ml^iO$-&^fO^ 3 7VX*5ftmMUVt=i B t<DW.^ »Sgbfco-T"fe^ 
;i/-fe'J>-'J7— ^iit (6u/ml) ?:0. 05mlM, 3 7T2X1 5# 
3%NaOHt?:0. lml, 16mMN, N-^*^;i/~P 
- -7 3L — U> V7 ^ y • 5ftMi6*«[ 0 . 3 2 5 m 1 M 1 0 mMMf-W 
^«C0. 0 7 5ml £WS&8s#nU Ml? 1 5#jfcg^ 6 7 0 nmO«I^ 

[0 0 6 6] 

0 3 tC^StlS £e>lC, 0~2 0 0 AM$T'lllli:*>J, *fi^jilt5f 

[-0-0-6-7] 

WiBlfci^lc, #28*8 lentil*, ^^i/^f'f^M^^^^lS 



ffifE*^ 11-3092957 



1 1-084035 



[0 0 6 8] 
[0 3] i/^^-f>0^4^ 



ma#^F 11-3092957 



%$$L l 1 — 08403 



[01] 



0® 



200 
ISO 
160 
140 



y = 0.917x + 80.9 




y = 0.926x 



20 40 60 80 



100 



[®2] 




100 200 300 



400 



1 



ffifE^ 11-3092957 



11-084035 



[03] 



350 




2 



11-3092957 



i 1-08403 



j^^x-tm >s.y J t/^T--r >tcs*s^rs»* (e 2) &m^T 

*/^^>f >&^-r*«»lC±ffi#3R (E2) l:fe5^#T^ffl$t, »**r 
**fb*3R* (1) fctc, M^ttfcKWft*©^^^^ 

'£t£ (1) #»&^b5K i fcfc J: »K ffrfs^cDtf^S/^-r-'f 
fcb 



l 



ffiH4#¥ 11-3092957 



4$ ¥■ 11-084035 



ffi m a m m m m 



(3 9 0 0 3 7 3 2 7) 
1 . 0 1 9 9 0^12^120 

& ffi H#« 3 T@ 1 3#5-^ 



i 



fflfE#*P 1 1-3092957 



THIS PAGE BLANK (usfio) 



